ularly in the dark ( Figure 3C ). In contrast to full-length HFR1, we could only detect a single isoform of ⌬N-HFR1-HA ( Figures 4C and 4D ). This suggested that stable in the light, indicating that the stability of HFR1 is light regulated ( Figure 2B ). deleting this domain removed phosphorylation sites and/or that the change in HFR1 size rendered it more difficult to separate different isoforms. In order to test Degradation of HFR1 Requires the 26S Proteasome The proteasome system degrades unfolded proteins or if ⌬N-HFR1-HA was still unstable, seedlings expressing this construct were treated with cycloheximide. In the removes proteins as a mechanism of down-regulation of certain signaling cascades [16] . To test if HFR1 is presence of protein synthesis inhibitor, the instability of ⌬N-HFR1-HA could be detected ( Figure 3D ). Simultanedegraded through the 26S proteasome, 35S:HFR-HA seedlings were treated with proteasome inhibitors in the ous treatment with cycloheximide and proteasome inhibitors stabilized the protein ( Figure 3D ). These experilight and in the dark ( Figure 3A cause it gets degraded too rapidly. To test this hypothesis, we analyzed HFR1 protein in etiolated seedlings treated with proteasome inhibitor drugs. As expected, HFR1-HA but was still degraded by the proteasome (Figure 3) .
the slower migrating form of HFR1 could be detected in these conditions, consistent with the idea that phosThe complex light regulation of HFR1 stability sug-phorylation of HFR1 can occur in the dark and renders the protein more labile ( Figure 4B) .
The effect of COP1 on proteolytic degradation of HFR1 in vivo ( Figure 4A ) and the genetic interaction between COP1 and HFR1 [20] prompted us to test if the two proteins could interact. Our results indicate that HFR1 and COP1 did interact in the yeast two-hybrid assay ( Figure 4C ). This interaction occurred with a construct lacking the carboxy-terminus of HFR1 but not when the amino-terminus of HFR1 was absent ( Figure  4C ). Given that ⌬N-HFR1-HA showed an increased stability in dark grown plants (Figure 3C (Figures 1, 3, and 4) .
The effect of COP1 on HFR1 accumulation is particugene were compared in etiolated seedlings (1 and 4), after exposure to 2 hr of light (100 E, white) (2 and 5), and after exposure to 2 hr of light (100 E, white) followed by a return to darkness for 3 hr (3 and 6). 
